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The cytokines Tumour Necrosis Factoru (TNFa) and Interleukin -1p ( L I P ) are primary mediators of inflammation and sepsis. Both of these cytokines are synthesised as precursor molecules which are cleaved by converting enzymes to active molecules with an approximate molecular mass of 17kDa [I] . Recent potentially therapeutic strategies have focused on the development of small molecular weight inhibitors of the enzyme responsible kor this cleavage process. However, the chemical nature of these inhibitors often results in poor solubility in aqueous media, necessitating the use of organic co-solvents such as DMF, DMSO, and methanol.
During pilot studies carried out to evaluate a range of di-and tripeptide inhibitors to TNFa-converting enzyme (TACE), we observed a range of anomalies when DMF was introduced into a cell system. The inhibitors were tested in a tissue culture system using the J774.2 murine macrophage cell line, which secretes high nanogram quantities of TNFa in response to stimulation with LPS (E. coli:Olll:B4). During the course of these studies DMF in particular had a profound effect on both cell viability and TNFa secretory potential. The observed reduction in TNF secretion could not be explained solely in terms of the decrease in cell viability, as determined by MTT cytotoxicity assay. Other organic solvents tested included DMSO, methanol and ethanol, the final concentrations of solvents tested ranged from 0.001%-100?. The cell viability in the presence of these solvents f LPS (lOpg/mllng/ml E. coli 01 11 :B4) is shown in Table I . There was little or no observed difference in cell viability due to 0.001%-0.01% organic solvent as compared with no solvent. Due to the volatile nature ethanol and its profound effect on cell viability, the study was focused on DMF and DMSO. The effect of these solvents on the cytokine secretory potential of J774.2 cell line was investigated. The cytokines measured included TNFa (See Figure I) , IL-lp and IL-6, (see Figure 2) . Little or no IL-lp was secreted by this cell type in the presence or absence of either As Figure 1 illustrates both DMF and DMSO a€F& the TNFa secretory potential, however the affect of DMF is visibly more severe. As previously stated, this cannot be explained solely by a decrease in cell viability, as indicated by the results in Table 1 .
Cell viability in the presence of 0.1% DMSO is 96%, and TNFa secretory potential is at 75% of control, however in the case of DMF at 0.1%, cell viability remains high at 90% but TNFa secretory potential falls to less than 30% of control. We have also investigated the effect of DMF on another cytokine, IL-6. J774.2 cells were stimulated with 100ng/ml LPS, and as Figure 2 clearly illustrates the effect of DMF on IL-6 secretion is dramatic, with a 10-fold reduction in IL-6 secretion at all time points tested. There have been many reports in the literature of the cellular effects of polar solvents such as DMF and DMSO. These include the transfoxmation of non-transformed cell types, increased sister chromatid exchange rates and severe hepatotoxicity [2] . DMSO has been reported to modulate NF-KB and cytokine activation in LPS-treated murine macrophages [3] .0ur results would suggest that DMF has a similar effect in the J774.2 cell line. These studies highlight the need for more water soluble low-molecular weight peptides for evaluation of potential ICE and TACE inhibitors, or perhaps simply a different approach. For example use of the antennapedia homeodomain which translocates through biological membranes [4] .
